[Abstract] Besides analyzing the composition and dynamics of microbial communities, plant 10 microbiome research aims to understanding the mechanism of plant microbiota assembly and their 11 biological functions. Here, we describe procedures to investigate the role of bacterial interspecies 12 interactions in root microbiome assembly and the beneficial effects of the root microbiota on hosts by 13 using a maize root-associated simplified seven-species (Stenotrophomonas maltophilia, Ochrobactrum 14
indologenes, Herbaspirillum frisingense and Pseudomonas putida) (Niu et al., 2017) . We found that the 48 removal of E. cloacae caused dramatic changes of the community composition and that this 49 seven-species community protects maize from colonization by a fungal pathogen, Fusarium 50 verticillioides. These results suggest that this synthetic seven-species community has the potential to 51 serve as a useful system to explore how bacterial interspecies interactions affect root microbiome 52 assembly and to dissect the beneficial effects of the root microbiota on hosts under laboratory 53 conditions (Niu et al., 2017) . This protocol has been developed to set up a gnotobiotic system for 54 cultivating maize seedlings colonized by the root-associated simplified communities, to track the 55 dynamics of the composition of the simplified communities and to evaluate the in vivo biological control 56 effects of the seven-species community against F. verticillioides 
